Supplementary materials and methods
Lactate dehydrogenase (LDH) release assay LDH levels were measured in the supernatant using the LDH Cytotoxicity detection kit (TaKaRa Clontech). The assays were performed according to the manufacturer's instructions, and the red formazan product was measured at 490 nm using a SpectraMax M2 microplate reader (Molecular Devices). Measurements were performed at least in triplicate. Percent LDH release was calculated as follows: [(LDH sample)-(LDH negative control)]/[(LDH positive control)-(LDH negative control)]. LDH negative control for spontaneous LDH release was measured from untreated cells. LDH positive control for maximum LDH release was measured in cells lysed with 2% Triton-X-100.
Measurements of speck sizes ASC speck images were randomly acquired under confocal microscopy using a Zeiss LSM510 META laser scanning microscope (Carl Zeiss, Germany) with a 63×1.32 NA oil immersion objective. Nuclei were stained with DAPI. The largest diameters of individual specks were measured.
Supplementary Figure S1. Release of LDH upon NLRP3 and AIM2 inflammasome activation. (A)
Activity assay of LDH in the culture supernatant of PMA-differentiated THP-1 cells stimulated with ATP, MSU, nigericin, or poly(dA:dT) in the presence or absence of the indicated kinase inhibitors. (B) Activity assay of LDH in the supernatant of PMA-differentiated THP-1 cells treated with Pyk2-, FAK-, or negative control (C) siRNA, followed by stimulation with ATP, MSU, nigericin, or poly(dA:dT). Two independent FAK siRNA are indicated as FAK#1 and FAK#2. Symbols: *, P < 0.05; and **, P < 0.01. All results are presented as the mean ± SD of three independent experiments, and were analyzed with the Student's t test. The top 50 human protein kinases that are likely to phosphorylate ASC Tyr146 as determined with PhosphoNET (http://www.phosphonet.ca/) based on Kinase Predictor V2 Score. The scores are provided by using kinase substrate prediction algorithm developed at Kinexus.
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